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CREATION OF EXPRESSION LIBRARY POOLS ^FjFlClAi 

Prepare bacteria .. ;V 

9 — S u u ikumMCl 6 61/ro ontoLD/KmiJiUj i dik (15 p^/mi ) plate 

"Prepare reagents and everything, else.' ^ v .. 

3) £^^^ (15 ^^ -, t i 

q>pendorfe (1/elcctroporation) ' - 

ddH20(500ml) • ' 
10% glycerol (500 ml) 
•rasteurpipets (longones) 
IMMgGJZ; 

IMglnco&e ' 

4) Patincbldtoona: 

all the above sterilized stuff except medium stuff 
... dectroporatioo cuvettes (0.2 cm gap) ; 
pipct tips (yellows/blues?) 
ft also sign up centrifuges 

r 

Bacteria . 

8) Start overnight cultures of MC1061/P3 -frW A.TV^ pkk trf Mao^yFi-W^U^U. fek 
Pick foJ aa rt 2 goloniec into 3 mis each of LB^ fc^XvM^ cXl fiS^/^JtA 
Als^cdfreae h onto half a uUU, uf LD;AllILiff e ^^^4^^1 ^ 

Get bacteria ready for t electrop oration W. 0,*,, ! 

y) Put 3 ml of starter culture into 250 ml LB Ito^o.^owu'^ ft ^/vv-A ^rLV 

Grow until 0.5-0 J OJX ^ L ^ /oW <?. 3 zO 

Clean up ligation Al *2" 

10) AddTEpH8.0to50uJ '0'$* °'* ,Dt> "^< m -«^- 

11) Add 50 ^IPhenoI/CWoroforrn/Isoariily alcohol • , - 
Vortex, Spin and recover top aqueous layer 

12) Add 50 uJTEpH 8.0 to organic layer to backextract 

13) Add ^ ieCOVer rop a< 5 ucous la y er 31111 «I d previous aq, layer (total ^ lOOpJ) 

£"J#pllXLPA / 
l£Ul3MNaOAc^ 
3a>WMll00%ethanol , 

14) Putat-$0°C30inin y- r ^kAWkP^^ 

15) Spin down at 4°C, remove supe and ailS^on^tSy ajmpletelVT" ^ 1 n 
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27) 



Get bacteria ready for electroporation (everything on ice!) 

17) Put culture :nto ice water to chill 15 mix. (swirl occasionally) io-.VT- 

iol down m l disposable conical rube, 4°Q 15 min, 4000 rpm (2600 xr) m^ir io 

2^ off M ""^ ■ S1 5P C ™ Possible (you'll lose some bags)^5S^()% : clvcerol o>12 * • - 

Rcsuspendin lOOjftlO* glycerol^ouvam it thick) , U»*#^ ^S^^^^ 

S5"?f spa^eriod^set up for electroporation • cSlf ^^ &ffli0 ^ : 

24) Make SOGfiom SOB : -;.T,^a m .j*^ 

25) Put dectropwator chamber on ice 

26) Connectpukc controner to genepalscr (connectm ironci 
The cuvette holder should then be. coanected to the pulsexi 
Setto: '. ' ; ■ " ■;■ ■. - - " 
200 ohms- . . 

25hf " - : : -si-ms r.y-** 

2.5 kV 

28) GetcveythiEgds*^ 

Electroporation '< •• ' " • ' 

Always do controls: water only (^control) and tmcufS^Psidve control) 
S^bacteiawithsttrileyellowtip, FipetV940^bBc^^^^So%^^- " 

ST tBk W ^ to ?, and put 11110 OTVCUe « close to:^£m^ possible wifcout- : 

Kepcatstqps - for each electroporation. r * r 

Put LB/Amp/Tet plates into hood to dry 
Pkte out50 ; 100^1/pIare to test for electroporation efficiency 
Use 1: 100 of positive control 
l ifrof Iigatioiu m jc 
undiluted neg* control 

S°S t37 ° C ^^^tedbacter^caltmesat^Cuptooneweek 



30) 
31) 
32) 



34) 
35) 
36) 




37) 



ft* 

ft , 



electro # 



*3 



DNA 



__anit plated 



colonies 



Km*- 



f I ft _ .» 



_M1 



. I ryifcji «q 
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effic. fcnl/iT F ) 
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Plasmid midiprep for cDNA library 
Dayl 

i'' J^^OinmptowiiliSffllsLB. Transfer to Falcon 2059 15 ml tube on zee 

^. Add another 3 mis LB to plate and scrape again. , " ', 

3. Take 400 jiL put into freezer viaL add 100 ul glycerol and freeze at -150C. 

4. Spin rest in SS-34, 9000 rpm, 2 min 4C. 

5. Dry pellet as much as possible. 

6. Resuspend pellet in 500 fil ice cold solution I by vigorous vortexing 

7. Add 1 ml fiesh solution H (0.2 NNaOH, 1%SDS) ; 

for 100ml: 1 ml2NNaOH 
0.5ml20%SDS 
8.5 mis ddII20 

c 5SK£? n, ? y mdl dear - 1)0 not vonex - Leave on ice 10 min. 

8- Add750 ^ solution m (ice-cold), dose tubeand mix contents by shakimr vieorouslv several rim^ w ' 

on ice 5 . A flocculent white precipitate should form S vigorously several times. Store 

9. Centrifuge 15', 4°Q 9000 rpm. 

1L ^ V g^^ d 5 f ld ^^ vol ^ eof P hmoLc ^form. Mixbyvortexing. 

12. Add 2 volumes/ etnanolr.L, vortex, let stand 5'. 
Spm in SS-34 rotor for 15' 9,000 rpm 

15. Quantitate by dilutions onto EtBr plate, «^ V"C O.a/ 



13. 

14. 
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DEAE dex tran transfections of COS M6 cells 

materials: 

1. 35 mm dishes. 

2, DMEM with 10% FBS 

3* Chloroqoinc (40 mM in CMFPBS, sterile filtered) 
4. DNA 



5. CMFPBS 

6- DEAE-dexiran (10 mg/fol in CMFPBS 

(autockved)) 

7. DMSO 

8. cPBS 

9. sterile tips 



method: 

day 0 (set up ceUs)*' *' 

Set COS M6 ceIls ia 35 jnm dishes at 300,000 cells/dish in 2 ml DMEM with 10% FBS 

day 1 (nansfect)v , - 

1* In sterile eppendorfs prepare for each didi add Cm aider): 

a) DNA -500 Jig/dish : 

b) add CMF PBS to 190 jil, vortex 

c) 10 ^1 of 10 mgfod DEAE-dextrao, vortex well (7 seconds) 



tabe#rJates *EaJA 



CMFPBS 



10mgAnl : 
DEAE^extran- ; 



8 



Bf?- ^ f>»n y:ni 



_18 



4 

\ 

Y 

3- 

a 
■ o 

9- 

-O 
H 

5_ 

3L 

o 

3fa 



b 



o 

1 



2. Rinse cells with 2 mis CMF PBS (37C). Aspirate PBS. 

3. Add oansfection cocktail from step 1 and distribute evenly. Incubaie 30 minutes, distribucimr liauid 
every 10 mm. VS0-lt>t7>O . s ^ 

4. Add 2 ml DMEM 10% FBS + 80 |iM chloroqtrine and incubaie 37C 2.5 his! ic-.zo- \f-SD ' 

5. Aspirate off medium and replace with 1 ml 10% DMSO in DMEM 10% FBS for 2,5 min. * 

6. Aspirate off and wash once with 2 mis cPBS. - 

7. Refeed with 2 ml warm DMEM 1 0% FBS/dish. Incubate overnight. 

Day 2 

Day^ fCCd ^ ^ 2 DMEM 10% 1785 + 1 Nabutyrate pH 7.3. 1 
Refeed cells with 0.75 ml DMEM 10% FBS + 1 mM Nabutyrate pH 73 + 3 fig/ml Dil-AcLDL for5 hrs. 1 
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Plasoraid midiprep for cDNA library 
Dayl 

I. Scrape 100 mm plate with 2 mis LB. Transfer to Falcon 2059 15 ml tube on ice. 
f- Add another 2 mis LB to plare and scrape again 
3. Spin in SS-34, 9000 rpm, 2 min 4C 

5. Dry pellet as much as possible. 

6. Rcstt^4pelletm300MlicecoMsohdonIbyvigOioiKvoit^ 

7. Add 0.6 ml fresh solution H (0.2 N NaOH, 1 % SDS) 

for 100 ml: 1 ml 2 N NaOH 
0.5 ml 20% SDS 
8 J mis ddH20 

Swirl gently until clear. Do not vortex. Leave on ice 10 min. 

tJl 4 ™ H<° lu S 111 ty***?- Qose mbe3nd ma contents by shaking vigorously several rimes. 
Store on ice 5'. A flocculent white precipitate should form. 

9. Centrifuge 15\4°C, 9000 rpm. 

1 1" SpS V 9000 I rpm d y dd ^ V ° 1Um<i 0-2 of P henotcU oroform. Mix by vortexing. 
12. Add 2 volumes (2.5) ethanol r.L, voitex, let standi ev<wi4&0 - 1 <a (fr -**A 
Spin m SS-34 rotor for 15* 9,000 rpm. ^ ^ > ^ ^ 

S^fi rnS? ^ rkSC ^ * ^ 7 ° % &OH " ^ n any 

14 " TrSSSe^ 

!5. Qtmnritate by duutiong onto EtDpylo t c 



8 
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DEAE dextran transfections fcf COS M6 cells 
method: 

oay 0 (set up cells) 

Set COS M6 cells in 35 mm dishes at 300,000 cells/dish in 2 ml DMEM with 10% FBS 

Jay 1 (transfect) 

1. In sterile eppendorfs prepare for each dish add (in order): 

a) DNA-500ng/aish 

b) add CMF PBS to 190 pi, vortex 

c) 10 pi of 10 mgAnlDEAE-dextran, vonex well C7 seconds) 



tnbe # plates 




_8_ 



J0_ 
_11_ 

_12 



II 



_13 



_14 
15_ 



1E 



_16_ 

_17_ 



Ml. 




n 



.19; 



_21_ 
22 



C MF PB S DHAf^rt™ t^M ^ 




_<23 



-26. 
_27 
28 

-29- 
J0_ 



few; frKs&Fi 



_32 
_33_ 
34.. 



WSBSi 



J3k 



JSC 



0J± 




7^" 



4? 



~7>~ 



US 



SB 
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2. Rinse cells with 2 mis CMF PBS (37C). Aspirate PBS. 

3. Add transection cocktail from step 1 and distribute evenly. Incubate 30 minutes, distributing liquid 
every 10 min. 

4. Add 2 ml DMEM 10% FBS + 80 |iM chloroquine and incub^37CZ5hrs. I|5 5p- t'.zO 

5. Aspirate off medium and replace with 1 ml 10% DMSO in DMEM 1 0% FBS for iSmm. ' 

6. Aspirate off and wash once with 2 mis cPBS. 

7. Refeed with 2 ml warm DMEM 10% EBS/dish. Incubate overnight. 

Jay 2 

Refeed cells with 2 ml DMEM 10% FBS + 1 mM Nabutyrate pH 73. 
Day 3 

Refeed cells with 0.75 ml DMEM 10&FBS + 1 inM Nabutyrate pH 7.3 +3 pg/mlDiI-AcLDLfor5hrs. 



*f* ^ W ? kt»A, 
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Plasmid miiupiep for cDNA library 



preps; 



Mctf 1 ^ . T-^T rzru;^ A-T t columns I-"? 



A.- Tate 200 jil culture from each tube in a row or column of 7 and put into eppendorf. Store remainder at 
, 4°C 

y 2. Spin at 12,000 x £ for 30 sec in microfuge. 

S\ . Remove medium by aspiration, leaving bacterial pellet as dry as possible. 
A . Resuspend pellet in 100 |il ice-cold solution I by vigorous voitexing- 
Add 200 \J& fresh solution H (0.2 N NaOH, 1% SDS) 
for2ml: 05ml2NNaOH 
01 ml 20% SDS 
L7inl5ddH20 

I Swirl gently until clear. Do not vortex. Leave on ice 10 mm. 

J 6 - Add 150 jil solution IE (ice-cold), Close tube and vortex gently inverted for 5 sec* Store on ice 5*. A 

flocculent white precipitate should form. . 
/7. Centrifuge 5\ 4*C, max speed in microfuge; y^/A 
/ 8 - Recover supe and add equal volume of phenokchloroforrn- Mix by vortexing. 
9. Spin 2' in miaofuge, ^QtiCwX 
10* Add 2 volumes, efhanol r.t, vortex, let stand T at r.t_ 

Spin 51, 4°C max speed in microfuge. 
11- Carefully aspirate off all liquid (want it dry) and rinse once in cold 70% EtOR Aspirate again getting any 

extraneous drops. Airdry 10 r minutes. 
12. Redissoive in lOplTB plus DNAse-free RNAse (20 jig/ml). Vortex briefly. Incubate 37C, 0.5 hr. 
*" ~ "ifreppendtjtt 
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) DEAE dextraa transfections of COS M6 cells 



materials: 

1. 35 mm dashes 

2. DMEM with 10% FBS 

3. Chloroquine (40 mM in CMF PBS, sterile filtered) 
4 DNA 



5. CMF PBS 

6. DEAE-dextran (10 mg/ral in CMF PBS 

(autoclaved)) 

7. DMSO 

8. cPBS 

9* sterile tips 



method: an 

cay 0 (set up cells) L-^W, wuX _ , _ mrt 

Set mSM6 cells ioiSinm dish 

day 1 (trsnsfect) 

1. la sterile eppendotfs prepare for each dish add (^qnte): 

a) DNA^500ng/dish. 

b) add CMF PBS to 190 til, voitex - 

c) 10 pi of 10 mg/mi DEAE-dextran, vortex well (7 seconds) 



tnhe # plates bA^V , . 



CMP PBS DEAE^tx^ S^^f— 



4* lM Irlj^f 




2, Rinse ceUs with 2 mis CMF PES (37C). AspirarePBS. m # 

3- Add transection cocktail from step 1 and distribute evenly, focubate 30 minutes, distributing liquid 
every lOmiru 

4. Add 2 ml DMEM 1 0% FBS + SO jiM chloroquine and incubate 37C 2.5 hrs, ■ 

5. Aspirate off medium and replace with 1 ml 10% DMSO in DMEM 10% FBS for 25 mia 

6. Aspirate off and wash once with 2 mis cPBS. 

7. Refeed with 2 ml warm DMEM 10% FBS/dish. Incubate ovemigjit. 

Day2 

Refeed cells with 2 ml DMEM 10% FBS + 1 mM Nabutyrate pH 7.3. 
Day 3 1 
Refeed cells with 0.75 ml DMEM 10% FBS + 1 mM Nabutyrate pH 7.3 + 3 ngfail Dil-AcLDL for 5 hrs* 
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DEAE dextran tntnsfections of COS M6 cells 

materials: 

1. 35 mm dishes 

2. DMEM with 10% FBS 

3. Oiloroqnine (40 mM in CMF PBS, sterile filtered) 

4. DNA 



5. 

6. 

7. 
8/ 
9. 



NO. 0372 P. 30 



CMF PBS 

DEAE*dextran (10 nag/ml in CMF PBS 
(autocteved)) 

DMSO 
cPBS 
sterile tips 



Page 18 



method: 

lay 0 (set up cells) k>'VM$^ 

SetCOSM6allsin3$iiimdishesat300,(XX)ceW(£sbin2ralDMEMwith 10% FBS 

day 1 (transfect) - A/rLt v aM* wW-w^^tw IvaW 0^6 G^Mx^cM^c^) Tfc UiU\_-ro 

1. In sterile eppendoifs prepare for each dish add (in otder): u£d. I c^vtPf T 3-5~ -fen '^k^ii^ . 

a) DNA-500ng/dish -(Vk. ^t^vCb-~ u/lucjly 

b) add CMF PBS to 190 ul, voitex U^j- u^jc^ 

c) 10 |ll of 10 mg/ml DEAE-dextran, vortex well (7 seconds) ^ 



tube # plates 



Z3£ 



5 p^PA/A-) 

^ 6 'f>C3H 

8" " 



CMFPBS D EAE^kpran .r^fg 



-p-g; 



- 0, 



_10_ 
-11- 
-12. 
_13_ 
_14_ 

15_ 
_16_ 
_17_ 

18 



2. Rinse cells with 2 mis CMF PBS (37C> AspiiarePBS. 

3. Add transection cocktail from step 1 and distribute evenly. Incubate 30 minutes, distributing liquid 
every 10 mm, 45 ^ 

4. Add 2 ml DMEM 10% FBS + 80 pM cMoroqdne and incubate 37C Z5 hrs ; 

5. Aspire off medium and replace with 1 ml 10% DMSO in DMEM 10% FBS for 2.5 min 
o. Aspirate off and wash once with 2 mis cPBS. 

7. Refeed with 2 ml warm DMEM 10% FBS/dish. Incubate ovenii^iL 

*>ay2 

Refeed cells with 2 ml DMEM 10% FBS + 1 mM Nabutyrate pH 7,3. 
Day 3 ' s-~~~~ ^ 

Refeed cells with 0.75 ml DMEM 10% FBS \\ mM Naburyraie pH 7.3 + 3 ngfal Dil-AcLDL for 5 his. 



(-v y v... • Ail n 
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T^fWeA. TksW^Wis. Used pVvu/cs , 

5' CTG- TC& CT&-TCC CCCTTC AS- 3 



Attachment B 
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T7 

short read 

/I^TACCGAGCTCGATCCACTAGTAACGGCCGCCAGTC^CiTC^^GjaCCACCTGCAGGGCTACTG 
CTGCTCCGGCCACTGCCTGAGACTCACCTTGCTGGAACGTGAGCCTCGGCTTCTGTCATCTCTG 

long read 

^£ ACTCACCTTGCTGGAACGTGAGCCTCGGCTTCTGTCATCTCTGTGGCCTCTGTCGCTTCTGTCGCT 
^ - GTCCCCCTTNAGTCCCTGAGCCCCGCGAGCCCGGGCCGCACACGCGACATGGGCGGCAmq^GGG 

mix f * 

GGTACCGAGCTCGATCCACTAGTAACGGCCGCCAGTGTGpTCTAAA^SCCACCTGCAGGGCTACTG 
CTGCTCCGGCCACTGCCTGAGACTO^CTTGC^ 
4 GCCTCTGTCGCTTCTGTCGCTG^CCCCCTTI^^ 
f^AC^TGiSGCGGCaNNCCAGGG 

OSA3'* 1 

short read ; %t ^ 

CCGCACACGCGACATGGGCGGCACGGCCAGGGfcGCTGGGTGGCGGTGGGGCTGGGCGTCGTGGGGC 
TGCTGTGCGCTGTGCTCGGTGTGGTTATGATCCTCGTGATGCCCTCGCTCATCAAACAGCAGGTAC 
TGAAGAATGTC (C?) GCATAGACCCAGCAGCCTGTCTTTGCAATGTGGAAGGAGA 

long read 

TGTGCTCGGTGTGGTTATGAO'CCTCGTGATGCCCTCGCTCATCAAACAGCAGGTACTGAAGAATGT 
CCGCATAGACCCCAGCAGCCTGTCCTTTGCAATGTGGAAGGAGATCCCTGTACCCTTCTACTTGTC 
CGTCTACTTCTTCGAGGTGGTCAATCCCAGCGAGATCCTAAAGGGTGAGAA . 

mix T7 and OSA3.1 . 3** C 

GGTACCGAGCTCGATCCACTAGTAACGGCCGCCAGTGT(±TCTAAAGpCCACC 

TGCAGGGCTACTGCTGCTCCGGCCACTGCCTGAGACTCAfccO'TGCTGGAACGTG 

AGCCTCGGCTTCTGTCATCTCTGTGGCCTCTGTCGCTTCTGTCGCTGTCCCCCTTN 

AGTCCCTGAGCCCCGCGA^CCfiJ^CGCACACGCGAckTGGGCGGCACGGCC 

AGGGCGCTGGGTGGCGGTGGGGCTGGGCGTCGTGGGGCTGCTGTGCGCTGTGCT 

CGGTGTGGTTATGATCCTCGTGATGCCCTCGCTCATCAAACAGCAGGTACTGA 

AGAATGTC c gcatag acc ccagcagc CTGTCC TTTGCAATGTGG AAGGAGATC 

CCTGTACCCTTCTACTTGTCCGTCTACTTCTTCGAGGTGGTCAATCCCAGCGAG 

ATCCTAAAGGGTGAGAA 
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BLASTX 1.3.9MP 



[Build 



Reference: Gish, Warren and David J- States 
coding' regions by database similarity search, 



(1993) , Identification of protein 
Nature Genetics 3:266-72, 



Altsehul r Stephen F* r Warren Gish r Webb Miller, Eugene Myers, and David J* 
Lipman (1990). Basic local alignment search tool. J - Mol. Biol- 215:403-410. 

Notice: statistical significance is estimated under the assumption that the 
equivalent of one reading frame in the query sequence codes for protein and 
that significant alignments will involve only coding reading frames, 

Qaery- TITLE phaar3 -Seq 
(447 letters) 

Translating both strands of query sequence in all 6 reading frames 

database ; Kon-redundant rDt+SwissProt+PIR+SPupdate-K^enPept-K^Pupdate, 
EDT - ' 

96,634 sequences; 27 r 09O,059 total letters. 

Searching. - - , * ♦ - ♦ > . . ♦ -done 

t 

Smallest 
Poisson * 
Reading High Probability 



Sequences producing High-scoring Segment Pairs: 



Frame Score P (W) 



N 



sp | P27 615 1 LIH2jtAT 

pir|JQ1523|JQ1523 

sp|P10284 iHM26j40USE 

sp|P16671 JCD36_HUMAN 

gp \ LO 6850 \ HUMCD3 6BJL 

gp I LI 3 658 | RATF AT_1 

pir|A43932|A43932 

pir|B60492|B60492 

sp|QO1200|PRIA LENED 

pir|S12968|S12?68 

gp | L2310 8 [ M0SCDANTI_a 

pirlA45l06}A45l06 

pir|S31976|S3197G 

gp|Z16406 I M0X2A_1 

gp 1 Z17223 ) BttGAXMRJL 

3 p | P13983 1 ETON_TOBAC 

pir!G60110|G60110 

gp|Ml4721 |MUSFGNAA_1 

pirfB36664JB36664 



LYSOSOME MEMBRANE PROTEIN II (I*-, 
lysosomal membrane 85K sialogly- , 
HOMEOBOX PROTEIN HOX-2.6- >pirl*. 
PLATELET GLYCOPROTEIN XV (GPIV) . « 
antigen CD36 [Homo sapiens] 
FAT gene product [Rattus norveg. . 
mucin - human (fragment) 1 0-0 
homeotic protein Hoac B4 - human* , 
PRlA PROTEIN. >pir|S23l0 6|S2310. . 
Acrosin, sperm Pig #BC-number. . 
CD3G antigen [Mus musculus] 
mucin - human (fragment) I 0*0 
Cvx peptide - Rat 1 0*0 0.0 0,0.. 
Mox-2 [Mus musculus] 
Gax peptide [Rattus norvegicusl 
EXTENSIN PRECURSOR (CELI, WALL H.- 
repetitive protein antigen 69/7., 
Mouse epidermal profilaggrin mR.« 
S59/4 homeotic protein - fruit 



+2 


114 


l.le-08 


1 


+2 


109 


6.3e-08 


1 


-2 


61 


2.4e-0« 


2 


+2 


94 


l.le-05 


1 


+2 


94 


i.le-05 


1 


+2 


92 


2.3e^05 


1 


-1 


60 


3.8e-05 


2 


-2 


57 


4.0e~05 


2 


^1 


62 


5*6e-05 


2 


-2 


59 


6.7e-05 


2 


+2 


88 


9*0e-05 


1 


-1 


60 


9.2e-05 


2 


-3 


57 


0.00012 


2 


-3 


57 


0,00012 


2 


-3 


57 


0. 00012 


2 


-2 


56 


0.00024 


2 


-2 


81 


0. 00035 


1 


-3 


71 


0-0044 


1 


-3 


76 


o.ooeo 


1 



>sp|F27 6l5lLlM2_RAT LYSOSOME MEMBRANE PROTEIN II (LIMP II) (85 KD LYSOSOMAL 
MEMBRANE SIALOGLYCOPROTEIN) (LGP85) . >pir 1 A41180 I A4U80 74k 
lysosomal Membrane protein LIMP - rat I 0.0 0-0 0.0 0.0 0.0 
>pir i JHO2411JH0241 85K lysosomal membrane sialoglycoprotein - rat I 
0.0 0.0 0.0 0.0 0.0 >gp)Dl0587|RATLGP85_l LGP85 TRattus gp.] 
>gp | M6 8 9 65 JRATLIMPII_1 lysosomal membrane protein [Rattus 
norvegicus] 
Length =478 



JUN. 7.2004 9:30PM P ABST PATENT GROUP 



NO. 0372 P. 35 



Plus Strand HSPs; 

Score * 114 {55,2 bits). Expect - l.le-08, p l.le-08 
Identities * 22/64 C34%) r Positives « 36/64 (56%) r Frame = +2 

Query: 254 433 

LL + +++ V + Q + KN+ + + F W++ P+F YFF V UP EX 

Sbjct: 16 LLVTSVTIilVAKVFQKAVM 75 

Query: 434 LKGE 445 

Sbjct; 76 LQGE 79 



>pir|JQ1523 I JQ1523 lysosomal menibrane 85K sialoglycoprotein precursor -Jiuman ] 
0*0 0*0 0.0 0,0 0,0 >gp(Dl267£|HUMHI£Pe5_X 85kr>a hwaan lysosomal 
aialoglycoprotein [Homo sapiens} 
length -=478 



Plus Strand HSPs: 

Score *= 109 (52.8 bits)/ Expect = 6_3e-0B, P » €.3e-08 
Identities * 21/64 (32%) , Positives 35/64 (54%) r Frame * +2 

Query*: 254 LLCAVLGVVWILVMPSMKM^ 433 

1<*L + -H-+ V +Q+K + + ++F W-H- P+P Y yFF V NP EI 
Sbjct: 16 LLVTSVTLLVARVTQKAVDQSIEKK^ 75 

Query* 434 LKGE 445 
Sbjct; 76 LRGE 79 



>Sp|PlQ284JHM26_MOUSE HOMEOBOX PROTEIN HQX-2.6. >pir ( A31757 | A31757 homeotic 

protein Hox 2.6 ~ mouse ] 0-0 0.O 0.0 0,0 0.0 >gp|M36654 |MtJSHOX26_l 
Mouse homeo box 2.6 (Hox-2*6) nrRKA r complete cds* [Mus mus cuius] 
Length =* 250 



Minus Strand HSPs; 



Score 61 (29.7 bits), Expect « 0,72, P » 0.52 

Identities *= 13/41 (31%) r Positives - 19/41 (46%), Frame « -2 

Query; 251 PRRPAPPPPSALAVPPMSRVRPGLAGLRDSRGTATEATEAT 129 

P P FPPP + P + V+p L G +EA ++ 
Sbjct: 75 PPPPPPPFPPPPGtiSPRAPVQPTAGAItliPEPGQRSEAVSSS 115 

?■ 

Score =* 60 (29.3 bits), Expect = 2.4e-06 r Poisson P (2) = 2.4e-06 
Identities « 13/25 (52%) f Positives - 13/25 (52%), Frame =a ^2 



Query: 278 PHRAQRTAAPRRPAPPFPSALAVPP 204 

P ORMRP PPPP PP 
Sbjct: 59 PCTVQRYAACRDPGPPPPPPPPFPP 83 



>spIP1667l|CD36_HUMAN PLATELET GLYCOPROTEIN IV (GPIV) (GPIIIB) (CD36 ANTIGEN) 
>pir|A30989|A30989 CD36 protein - human ] 0:0 0.0 0.0 0.0 O.O 
>gp(M24795|HOMANTCD36_l Human CD36 antigen mRNA, complete cds. 
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[Homo sapieng) >gp|M93398 fHDMCD36l3_l antigen C£>36 [Homo sapiens) 
>gplM9839$(HUMCD362l_l antigen CD36 [Homo sapiens] 
Length -472 " 

Plus Strand HSPs; 

Score * 94 (45.5 bits). Expect = l.le-05, P -« l,le-Q5 
Identities *■ 18/04 (28%), Positives ■« 36/64 (56%), Frame » +2 

Query; 245 VVGIiCAVX/SVVMILVM^ 424 

V-K3 + AV G +++ V + K V 4-f +++F W + Y + F+V NP 

Sbjct: 14 VIGAVLAVFGGIIKPVGDLLIOKTIKKQVVLEEGTIAFKNWV^ 73 

Query; 425 SEIL 436 

Sbjct: 74 QBVM 77 

>gp|L06850 |RUMCD36B__1 antigen CD36 [Homo sapiens] 
Length *= 472 

, Plus Strand HSPa: 

Sjcore = 94 (45.5 bits). Expect = l.le-05, P - l.le-05 
Identities 18/64 {26%), Positives 36/64 (56%), Frame - +2 

Query: 245 WGLIiCAVliGVVMXLVMP S LIKQQVLKNVRIDP 5 S LSFAMWKE IPVP F YLS VYFFE WNP 424 

V+G + AV G +++ V LI++ + K V ++ +++F W + * + F4-V NP 

Sbjct: 14 VIGAVIAVFC^ILMPVC^LLIC^ 73 

Query: 425 SEIL 436 
E-H- 

Sbjct; 74 QEVM 77 

>gp | LI 9658 1 RATFAT_1 FAT gene product [Rattus norvegicus) 
Length * 472 

Plus Strand HSPs: 

Score ~ 92 (44.5 bit3) , Expect 2_3e-Q5, E = 2.3e-05 
Identities = 19/65 (27*) , Positives = 36/65 (55%), Frame ^ +2 

Query: 245 VVGLLCAVIX3VVMILVMP S LIKQQVLKNTO1DPSSLSFAMWKEIP VPFlfLS VXFFEVVNP 424 

V+G + AV G +++ V LI-H- 4- + V +4- +4-+F W + Y + F+V NP 

Sbjct; 14 VIGAVt*AVFGGILtoPV<3DLLlEKT IKRE WLEEGT IAFKNWVKTGTTVYRQFWVFDVQNP 73 

Query* 425 SEILK 439 
E+ K 

Sbjct: 74 EEVAK 78 



>pir IA43932 (A43932 mucin - human (fragment) I 0-0 0-0 0.0 0*0 0.0 
>gp|M74027imJMMUC2A_ 1 mucin [Homo 5apiens] 
Length = 573 

Minus Strand HSPs: " - 
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Score ~ 60 (29.1 bits). Expect » 1.4, P - 0.74 

Identities - 12/21 (51%), Positives = 14/21 r Frame * -1 

Query* 279 TTPSTAHSSPTXPSPTMQfcP 217 

OTPS ++ TTPSPT T P 
Sbjct: 377 TTPSPPPTTMTTPSPTTTPSP 397 

Score - 56 (2fl>l bits) r Expect - 3.8e-05, Poissou P<2) ~ 3,6e-05 
Identities - 12/20 <G0%>, Positives * 14/20 (704), Frame ~ -1 

Query; 2fi5 IITTPSTAHSSPTTPSPTM 226 i 

I OTPS ++ TTPSPT T 
Sbjct: 343 ITTTPSPPTTTMTTPSPTM 362 

>pir|B60492|B60492 horoeotic protein Hox B4 - human I 0-0 0.0 0*0 0,0 0-0 
Length * 251 

Minus Strand HSPs: 

Score *= 57 (27^8 bits). Expect - 2.-9 r P - 0.95 

Identities - 12/21 (57%) r Positives - 12/21 (57%) , Frame - -2 

Query: 2G6 QKTAAPRHP APPPP SAI^AVPP 204 

QRAARP PPPP PP 
Sb^Ct: 63 QRYaACRDPGPPPPPPPPPPP S3 

Score = 56 <27.3 bits) , Expect - 4_Oe~0S, Poisson P(2) - 4>0e-05 
Identities ^ 11/20 (55%) r Positives « 12/20 (60%) , Frame >= -2 

Query: 254 APRRPAPPPPSALAVPPMSR 155 

+PR PAPPP AL P R 
Sb^ct: 90 SPRAPAPPPAGALX-PEPGQR 109 

>sp|Q012QO|PRIA IiENED PRIA PROTEIN. >pir | S23106 1 52310 6 priA protein - Shiitake 
mushroom I 0.0 0.0 0.0 0,0 0,0 >gp 1X60956 ]£EPRZA_1 priA gene 
product (Lentinus edodes] 
length ^258 

Minus Strand HSPs: 

Score - 62 (30.0 bits), Expect = 0.61, P =* 0.46 

Identities « 13/31 (41%), Positives - 18/31 (58%), Frame « -1 

Query: 316 TCCliMSEGITRIITTPSTAHSSPTTPSPTAT 22 6 

TCCL + TPS+AH + T 

Sbjct; 90 TCCLPKWPTSTPXPTPSSAHHXSTKTSPSST 120 

Score 56 (27.1 bits), Expect = 5.6e-05, Poisson P(2) - 5.6^-05 
Identities - 13/33 (39%), Positives - 16/33 (46%), Frame - -1 

Query: 276 TP STAHSSPTTPSPTAtTQRPGRAAHVfiC&AU&R 178 

TPS+ +TP P+AT G H A AR 

Sbjct: 143 TP SSPSKP SSTFKP S ATPNKGNGHHYKRAH VAR 175 

>pirlS12968IS12968 Acrosin, sperm - Pig #KC-ntunber 3.4.21.10 I 0-0 0.0 0.0 0.0 
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o.o 

Length =-374 
Minus Strand HSPa: 

Identity - 14/ « (2 9%) , Positives I 24/4fi °^ 5 9 0%K Frame _ _ 2 
Query: 2Sl ™PP^VPP f R^^^^^ ^ 

Senses "li^Swi^SS,.- 6 - 7e- °^ P ° i3a ° 1 ' *< 2 > " *.7e-os 
xjv^j. (52%), Positives = 12/21 (57%), Frame - -2 

Query.- 26 e qhtaaprrpappppsalavpp 204 

Q + PR PAPPPP p P 
Sbjct: 294 QtGSRPRPPAPPPpppppppp 3l4 

>9p|L23l08 IMUSCDANTI X CD36 ant- ^ «^ r u 

Length - 473 ^ [Mus ™"<=ulu S ] 

•Plus strand HSPs: 

/t>5 (26%), Positives - 35/65 (53%), Frai*e - + 2 

Query 



Sbjct 
Query 
Sbjct 



245 ™^77^™ s Z™Tr?™ s ™^™™™^ «. 1 

425 SfcILK 439 



75 DDVAK 79 
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